I. Supplementary Text

Analysis of t1 nucleotide conservation in nematodes and vertebrates
We identified conserved 3′UTR matches to the seed sequence (positions 2-7) of highly conserved C. elegans miRNA families (TargetScan, Release 5.1) (1) as described in the Methods section of the main text. For each conserved seed match we assessed whether the identity of the C. elegans t1 nucleotide was conserved in C. briggsae, C. remanei and C. brenneri. We then used a one-sided binomial test to assess whether, among conserved t1 nucleotides, any given nucleotide occurred more often than expected, based on trinucleotide background frequencies obtained from the 3′UTRs of genes that included at least one conserved seed match against the miRNA family under investigation. The rationale of this analysis was based on the assumption that conserved seed matches were mostly genuine target sites. To further enrich the considered sites for functional target sites we repeated the analysis for the subset of conserved seed matches that were also flanked by a conserved t8 match.
We repeated the analysis for highly conserved miRNA families in vertebrates using multiple sequence alignments of human 3′UTRs with mouse, rat, dog and chicken that were extracted from a 23 species multiple alignment of 3′UTR sequences downloaded from the TargetScan website (2). For site conservation, human sites were required to overlap with sites in the aligned orthologous sequences from all four other species.
Results are shown in Supplementary Figures 4 and 5. As reported previously, in vertebrates there appeared to be a strong preference for an adenosine among conserved t1 nucleotides for most miRNA families (1) (Supplementary Figure 5) . Some individual miRNA families showed a preference for nucleotides other than adenosine when considering conserved seed matches. However, in many cases this apparent preference for other nucleotides disappeared when considering conserved seed matches flanked by a conserved t8 match, suggesting the observation might be due to seed matches that are not genuine target sites. In nematodes a preference for a t1 adenosine appeared to be less prevalent (Supplementary Figure 4) . However, the results of the more informative analysis of conserved seed matches flanked by a conserved t8 match were difficult to interpret as the number of such sites for individual miRNA families was small. 
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